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Supplemental

DHC Distribution in Hippocampal Neuron Cultures
Confocal images of a stage 3 neuron colabeled for tubulin (A) and DHC (B). DHC labeling is homogenous throughout all neurites without a particular enrichment at the distal axonal shaft and growth cone.
Supplemental Figure S2 . Tctex-1-siRNA Significantly Reduced Endogenous Tctex-1 Level (A and B) Neurons were transfected with Tctex-1-siRNA or control oligonucleotide 2 hr after plating. The cells were fixed and immunostained 24 hr after transfection. The confocal image shows that the Tctex-1-siRNA transfected cell (arrow) displayed less endogenous Tctex-1 labeling (A, green) and lacked typical neurites (B, red for actin; blue for tubulin). This was in contrast to a neighboring nontransfected cell exhibiting several minor neurites with similar lengths, typical of stage 2. Scale bar equals 10 µm.
(C) Immunoblotting analyses demonstrated that the Tctex-1 siRNA-plasmid, but not the empty vector pBSU/6, specifically reduced the expression level of cotransfected rat Tctex-1 in human embryonic kidney 293T cells without affecting the levels of endogenous dynein DIC or tubulin.
Supplemental Figure S3 . Supplemental Figure S4 . Overexpression of Tctex-1, but Not DIC, Induced Multiple Neurites Expressing Axonal Markers Synapsin 1 and Synaptotagmin Dissociated neurons were transfected with Flag-DIC (A, B) or Flag-Tctex-1 (C-F) 4 hr after plating. Cells fixed 22-24 hr posttransfection were colabeled for Flag (A, C, E) and synapsin 1 (B, D) or synaptotagmin (F). Note that in the Flag-DIC-transfected neuron, synapsin 1 is primarily localized to the axonal shaft (arrow); minor neurites only display faint staining. The arrowheads in (A) and (B) point to the axonal processes extended from the neighboring nontransfected neurons. By contrast, all of the processes extended by Tctex-1-transfected neurons display a high synapsin 1 immunofluorescence that extends up to their tips (arrows). Neurons transfected with Tctex-1-Flag also display multiple synaptotagmin-labeled processes. Scale bar equals 10 µm.
Supplemental Figure S5 . p50 Overexpression Caused Golgi Fragmentation
